Anchorage-independent growth is one of the phenotypic characteristics of tumor cells. Although the molecular mechanism behind anchorage control of cell proliferation is not well understood, growth ability of tumor cells without the firm substrate attachment (anchorage-independence) significantly correlates with their tumorigenicity. Therefore, the development of inhibitors for anchorage-independent growth is expected to provide a unique approach to understanding anchorage-independency and hence cancer chemotherapy. UEHARA et al. developed a conventional 96-well microplate assay for quantitation of anchorageindependent growth of tumor cells1,2), and isolated a novel cell cycle inhibitor NA22598 by using the assay3,4). In our program of screening new antitumor substances from microbial secondary metabolites, we found anicequol as an In this paper, we describe the taxonomy of the producing strain, fermentation, isolation, physico-chemical properties, structure determination and biological properties of anicequol.
Materials and Methods

Instrumental Analysis
Melting point was determined on a Yanagimoto apparatus and is uncorrected. NMR experiments were performed on a JEOL JNM-LA400 NMR spectrometer in CDCl3-CD3OD (3:1) with TMS as an internal standard.
MS spectrum was measured on a JEOL DX303 spectrometer. UV spectrum was recorded on a Beckman DU 640 spectrophotometer. IR spectrum was recorded on a Shimadzu FT IR-300 spectrophotometer. Optical rotation was measured on a Horiba SEPA-300 polarimeter.
The mixture was stirred overnight and poured into icewater, and the solution was extracted with ethyl acetate. 
Fermentation
A loopful of a mature slant culture of strain TP-F0213
was inoculated into three 500-ml K-1 flasks containing 100 ml of seed medium composed of glucose 2.0%, Protein S 1.5%, CaCO3 0.3% and NaI 0.00025% (pH 7.0). The seed (200rpm). One-ml aliquot of the seed culture was inoculated into two hundred 500-ml K-1 flasks containing 100ml of production medium composed of the same ingredients as the seed culture. The pH of the medium was adjusted to 7.0 before sterilization. The inoculated flasks rpm).
Isolation
The whole broth (20 liters) was filtered through Celite.
The filtrate was discarded and the collected mycelial cake was extracted with 60% aqueous acetone (10 liters diacetylanicequol) were tested for comparison, but no other steroids have been found active in this assay system so far.
Studies on the biological function of anicequol will be discussed in a future paper.
